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Abstract 

Down syndrome is one of the most common genetic conditions occurring in one in 700 live births. 
The trisomy of chromosome 21 causes over-expression of APP which in turn is indicated in the 
increased production of Ap associated with AD. This makes DS the most common presenile form 
of AD exceeding PSl and PS2 FAD. Since a majority of DS individuals develop dementia, it is 
important to examine whether DS and sporadic AD share common features, for example, to 
anticipate shared treatments in the future. Here we explore commonalities and differences for 
secretases and endosomal pathways in DS and AD. 
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Introduction 

Down syndrome (DS) is a disorder caused by partial to complete trisomy of chromosome 
21. It is characterized by several developmental abnormalities, including craniofacial 
abnormalities, microcephaly, developmental delays, cardiac defects (Atrial Septal Defects 
and Ventricular Septal Defects), hypothyroidism, and cataracts among others, and appears to 
be a risk factor for the subsequent development of Alzheimer's disease (AD) [1]. Patients 
with Down Syndrome (DS) have an extremely high incidence of early onset AD [2,3]. 
Virtually all DS patients develop the characteristic plaques and tangles by the age of 35, 
with a gradual increase in the rate of AD between ages 40 and 60 years, to 50% prevalence 
[4]. These grim statistics mark DS as the richest genetic source of AD and explain why AD 
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is one of the most feared outcomes for people with DS and their families. In spite of these 
concerns, very little basic research and translational activities have been directed at DS. 

The mechanism by which DS leads to fibrillar Ap deposition is related to the extra copy of 
the amyloid precursor protein (APP) gene located on the distal arm of chromosome 21, 
which is present in three copies in DS. In DS, triplication of chromosome 21 invariably 
includes the APP gene (21q21) encoding the amyloid precursor protein (APP), which is 
suggested to increase APP expression and lead to cerebral accumulation of APP-derived 
amyloid-beta peptides (Ap), early-onset AD neuropathology, and age-dependent cognitive 
sequelae [5]. What is mysterious is why with such heavy Ap burdens by age 40 it often 
takes another 15 to 20 years or more years for individuals with DS to begin showing 
symptoms of dementia, and why others are able to escape the clinical manifestation of 
dementia. Some argue that age of onset and reduced longevity may underlie the lack of 
complete penetrance of the dementia phenotype. Others speculate that aneuploidy might 
contribute to lack of complete penetrance. 

Although the exact molecular mechanisms leading to AD in individuals with DS (referred to 
as DSAD) are poorly understood, parallels have been drawn between DS and AD brain 
pathology. In this review, we consider a few recent discoveries suggesting that DSAD have 
several neuropathological characteristics of sporadic AD. 

Amyloid Pathology 

APP and Ap plaques 

Virtually all individuals with DS have the senile plaques and neurofibrillary tangles 
characteristic of AD by the age of 40 [6]. One of the neuropathological hallmarks of AD is 
the abundance of dense senile plaques in the brain composed of aggregated Ap peptides, 
principally 40 and 42 amino acid in length (Ap40 and Ap42). In the past two decades, it has 
been shown that Ap is produced via sequential cleavage of APP by p- and y-secretases. 
Historically, the mapping of APP gene to chromosome 21 was made using DS samples [7]. 
The APP gene is found in the DS obligate region, and the protein is frequently 
overexpressed in the adult DS brain [8]. It is commonly believed that APP gene dosage 
results in increased amounts of Ap and extracellular plaque formation in the DS brain, and 
that this process begins early in life [9] and further, soluble Ap peptide build up precedes 
plaque formation in DS [10]. Interestingly, several famihal forms of AD have been linked to 
mutations in the APP gene [1 1] - most of which surrounding the p-secretase cleaving site - 
that increase the production of Ap and results in early manifestation of the dementia. These 
findings support the idea that the APP gene found on the third 2 1 chromosome in DS likely 
plays a crucial role in the development of amyloid pathology in individuals with DS [12]. 
For example, in 1996 Lemere et al. found that brain Ap deposition starts as early as age 12 
but dense Ap40 deposits were not detected until age 30, i.e. when degenerating neurites 
around plaques are first observed [9]. They also observed that Ap42 immunoreactivity was 
always higher than Ap40 at any given age. Furthermore, a study of DS brains from subjects 
ranging 3-73 years of age showed that several anti-Ap42 antibodies induced strong 
intraneuronal signals in very young DS patients (i.e. age 3^), but this signal intensity 
declined as extracellular Ap plaques gradually accumulated and matured [13]. Combined 
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with other findings, this underscores that amyloid deposition is an early and possibly 
seminal event in the pathogenesis of the dementia in the setting of DS. However, much is 
still to discover about the cerebral changes occurring during the conversion from DS to 
DSAD. 

Recently, new brain imaging techniques have made possible the visualization of Ap deposits 
in the living brain. In a study of 9 subjects with DS and 14 controls, all of whom underwent 
Pittsburgh Compound B (PiB) PET imaging, it was observed that all DS cases over age 45 
had increased PiB activity, suggestive of higher amyloid loads [14]. Interestingly, in a case 
report study, Sabbagh et al. successfully used Florbetapir F18 to visualize Ap deposits in a 
single DS patient with AD, then correlated imaging findings to autopsy findings [15]. Thus, 
while it is possible that fibrillar Ap PET ligands underestimate plaque (particularly diffuse 
plaque) deposition, these results indicate that most individuals with DSAD display a buildup 
of dense senile plaques, which is very similar to sporadic AD. Moreover, these data suggest 
that minimally invasive in vivo imaging techniques could be used to detect and track 
aggregated Ap both in individuals with DS and subjects at risk to develop AD, which could 
help evaluate the effect of Ap-modifying treatments when such therapeutics becomes 
available. 

Secretases 

As explained above, amyloidogenesis results from the consecutive proteolytic processing of 
APPby P" and y-secretases [16]. Briefly, p-secretase cleaves the luminal domain of APP, 
close to the plasma membrane, releasing a large extracellular fragment referred to as soluble 
APPp (s APPp) into the milieu. The remaining APP fragment, consisting of both a 
transmembrane and intracellular domains (called C99 fragment), is then processed by y- 
secretase that cuts C99 in the middle of the transmembrane domain to release Ap into the 
extracellular milieu and the APP intracellular domain (AICD) into the cytoplasm. In an 
alternative, non-amyloidogenic pathway a-secretase cleaves APP in the middle of the Ap 
region (between Lys-16 and Leu- 17 of Ap), releasing a large sAPPa domain into the milieu. 
The remaining APP transmembrane and intracellular domains (named C83) are further 
processed by y-secretase to release AICD and a non-amyloid peptide called p3. 

Strong genetic and pharmacological evidence revealed that the main p-secretase in the brain 
is p amyloid cleaving enzyme 1 (BACEl) [17-21]. It was also proposed that BACEl is the 
rate-limiting enzyme in amyloidogenesis [22]. Furthermore, compelling data indicate that 
BACEl levels are increased at early stages of AD [23] making this enzyme a potential target 
for anti-amyloid therapies [24]. However, whether BACEl levels and activity are increased 
in individuals with DS is still controversial. On the one hand, it was reported that mature 
BACEl isoforms and activity were enriched in DS fibroblasts [25]. On the other hand, 
BACEl protein levels and activity were not significantly different in DS versus normal 
control fetal and adult brain samples [8,26]. Similarly, controversial data have been reported 
regarding the amyloidogenic potential of BACE2 [25,27], a BACEl homolog protein this is 
located on chromosome 21 and which was initially thought to act as a p-secretase but is now 
believed to work as an a-secretase [28]. Therefore, it would be interesting to investigate 
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further the role of BACEl and BACE2, for example by measuring their levels and activities, 
in both DS and DSAD post-mortem brain samples. 

Gamma-secretase is as a complex comprising four transmembrane proteins, i.e. presenilin 
1/2 (PS 1/2), nicastrin (NCT), presenilin enhancer 2 (PEN2), and anterior pharynx-defective 
1 (APHl), that assemble into a heteromultimer unit generating and regulating the y- 
secretase activity [29-31]. Very little is actually known about y-secretase in DS, while 
ample literature exists for AD. However, the acute lowering of Ap synthesis by 
pharmacological inhibition of y-secretase improved learning and memory performance in a 
mouse model of DS [32]. These data suggest that Ap might have deleterious effects on 
cognitive performance in both DS and AD, thus anti-amyloid therapies, including y- 
secretase inhibition, would likely benefit both populations. Importantly, however, this 
treatment would also markedly increased C99 and C83 whose potentially deleterious impact 
on synaptic structure are now being explored. 

Endosomal Pathology 

Early endosomes support the homeostasis, growth, and functions of cells by transporting 
membrane-associated and extracellular molecules in a pathway that includes a number of 
endosome types. In neurons, endocytosis plays a crucial role in the physiological ability of 
neurons to sense and control their surrounding milieu. The system of organelles in the the 
endocytic pathway (EP) consists of early endosomes, recycling endosomes, late endosomes, 
and lysosomes. Early endosomes are the first sorting site in the endocytic pathway, in which 
BACEl interacts directly with APP [33]. Early endosomes produce C99 and C83 as well as 
AP; they also mediate the Ap uptake by neurons. Endosomes are transported in neurons to 
carry out several functions: neurotrophic signaling from synapses to the cell body, delivery 
of various cargoes to the lysosome for degradation, cargo transport to the golgi apparatus for 
utilization, and recycling components back to the plasma membrane for further use [34]. 

In early AD and DS, endosomes are enlarged [35]. A number of consequences can be 
envisioned as a result of failure to normally traffic enlarged endosomes, or changes in the 
cargoes or signals carried by enlarged endosomes: disrupted neurotrophic signaling, 
abnormal distribution of cargoes targeted for degradation, and changes in the normal 
trafficking of receptors at synapses. APP is also present in endosomes [36]. Interrupting 
APP function or processing within endosomes may underlie endosome dysfunction and 
contribute to the pathogenesis of AD and DSAD. Indeed, because endosomal pathology 
develops very early both in DS and AD the argument has been made that it plays a role in 
neurodegenerative processes [37]. It is likely that changes in early endosomes are linked to 
changes in downstream component of the endocytic pathway, including late endosomes and 
lysosomes, pointing to alterations in many portions of the endocytic pathway. A recent 
report attempted to define what it is about APP gene dose that is responsible for endocytic 
dysfunction by examining DS fibroblasts. The data supported the view that C99 and not its 
Ap byproducts were key [35]. 

In sporadic AD, it has been found that the brain contain three times the normal amount of 
neuronal early endosomes. This is attributed to the increase in activity of the endocytic 
pathway, causing an increase in early endosomes. Also, previous studies have concluded 
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that a buildup of lysosomes and an increase in gene expression (e.g. Rabs genes) leading to 
the activation of the lysosome system, are typical neuronal responses to sporadic AD and 
DS. For instance, Cataldo et al. measured markers of EP activity in DS brains and found that 
early endosomes were significantly enlarged in pyramidal neurons as early as 28 weeks of 
gestation- i.e. decades before classical AD neuropathology develops [38]. This response 
cannot be solely attributed to Ap overproduction or deposition because this response starts 
in DS before Ap is detected, and fails to develop in familial AD even though Ap is 
overproduced and deposited in large amounts [39]. 

Early involvement of the endocytic pathway is of great interest due to the fact that the early 
endosome provides a point of convergence within the cell for many key etiological factors in 
AD, including the Ap peptide. Despite the difficulty in defining post-mortem the status of 
the endocytic pathway, a number of changes indicate that the EP activity is increased. 
Firstly, both Rab5 mRNA and protein are upregulated, and experimentally increasing Rab5 
levels results in increased size of early endosomes and increased endocytosis [40]. Secondly, 
the over expression of Rab4 is present suggesting increased activity in recycling of 
endosomes [41]. Thirdly, effector proteins that regulate the activity of Rab5 impact vesicle 
membrane fusion and docking thus play a critical role in endocytosis [38]. For example, 
enlargement of Rab5 -positive early endosomes in the AD brain was associated with elevated 
levels of Rab4 immunoreactivity and translocation of rabaptin 5 to endosomes, implying that 
both endocytic uptake and recycling are activated. Furthermore, it was reported that 
endocytic abnormalities in fibroblasts from individuals with DS are reversed by lowering the 
expression of either APP or BACEl, and that increased APP expression alone in normal 
disomic cells is sufficient to induce endosomal pathology [35]. These data suggest that 
regulation of gene expression and epigenetic regulations may occur in the context of 
increased APP gene dose and expression, though this possibility has as yet received little 
attention. 

Conclusion 

In conclusion, many recent molecular and imaging studies of DS have implicated molecular 
mechanism that are involved in the development of AD, such as Ap production, endosomal 
pathology, and BACEl activity, suggesting neuropathological parallels between the two 
conditions. It is commonly accepted that Af P gene dosage in the DS brain results in 
increased amounts of Ap and extracellular plaque formation begins early in life. BACEl 
dysregulation potentially represents an overlapping biological mechanism with sporadic AD, 
as well as common therapeutic targets [28], though no one has explored this possibility in 
clinical trials yet. 

However, the link between the molecular mechanisms summarized here and the 
development of dementia needs further evaluation. Meantime, advances in the development 
of investigational anti-amyloid treatments, and the use of fibrillar Ap PET and other 
imaging methods in the preclinical detection and tracking of AD are likely going to facilitate 
studies on DS neuropathology [42,43]. Finally, we strongly believe that DS represents a 
very good model of FAD-like amyloid pathology and individuals with DS would greatly 
benefit from anti-amyloid therapies. 

J Alzheimers Dis Parkinsonism. Author manuscript; available in PMC 2014 April 27. 



DeCourt et al. 



Page 6 



Acknowledgments 

The study is supported by the Banner Sun Heahh Research Institute, the Arizona Alzheimer's Research 
Consortium, NIA 5P30AG019610-12, and by a grant from the Alzheimer's Association (NIRG-12-237512). 

References 

1. Davidson MA. Primary care for children and adolescents with Down syndrome. Pediatr Clin North 
Am. 2008; 55:1099-1111. xi. [PubMed: 18929054] 

2. Mann DM, Esiri MM. The pattern of acquisition of plaques and tangles in the brains of patients 
under 50 years of age with Down's syndrome. J Neurol Sci. 1989; 89: 169-179. [PubMed: 2522541] 

3. Wisniewski KE, Dalton AJ, McLachlan C, Wen GY, Wisniewski HM. Alzheimer's disease in 
Down's syndrome: clinicopathologic studies. Neurology. 1985; 35:957-961. [PubMed: 3159974] 

4. Leverenz JB, Raskind MA. Early amyloid deposition in the medial temporal lobe of young Down 
syndrome patients: a regional quantitative analysis. Exp Neurol. 1998; 150:296-304. [PubMed: 
9527899] 

5. Moncaster JA, Pineda R, Moir RD, Lu S, Burton MA, et al. Alzheimer's disease amyloid-beta links 
lens and brain pathology in Down syndrome. PLoS One. 2010; 5:el0659. [PubMed: 20502642] 

6. Sawa A. Neuronal cell death in Down's syndrome. J Neural Transm Suppl. 1999; 57:87-97. 
[PubMed: 10666670] 

7. Tanzi RE, Haines JL, Watkins PC, Stewart GD, Wallace MR, et al. Genetic linkage map of human 
chromosome 21. Genomics. 1988; 3:129-136. [PubMed: 2906323] 

8. Cheon MS, Dierssen M, Kim SH, Lubec G. Protein expression of BACEl, BACE2 and APP in 
Down syndrome brains. Amino Acids. 2008; 35:339-343. [PubMed: 18163181] 

9. Lemere CA, Blusztajn JK, Yamaguchi H, Wisniewski T, Saido TC, et al. Sequence of deposition of 
heterogeneous amyloid beta-peptides and APO E in Down syndrome: implications for initial events 
in amyloid plaque formation. Neurobiol Dis. 1996; 3:16-32. [PubMed: 9173910] 

10. Tanzi RE. Neuropathology in the Down's syndrome brain. Nat Med. 1996; 2:31-32. [PubMed: 
8564833] 

11. Brouwers N, Sleegers K, Van Broeckhoven C. Molecular genetics of Alzheimer's disease: an 
update. Ann Med. 2008; 40:562-583. [PubMed: 18608129] 

12. Tanzi RE, McClatchey Al, Lamperti ED, Villa-Komaroff L, Gusella JF, et al. Protease inhibitor 
domain encoded by an amyloid protein precursor mRNA associated with Alzheimer's disease. 
Nature. 1988; 331:528-530. [PubMed: 2893290] 

13. Mori C, Spooner ET, Wisniewsk KE, Wisniewski TM, Yamaguch H, et al. Intraneuronal Abeta42 
accumulation in Down syndrome brain. Amyloid. 2002; 9:88- 102. [PubMed: 12440481] 

14. Landt J, D' Abrera JC, Holland AJ, Aigbirhio FI, Fryer TD, et al. Using positron emission 
tomography and Carbon 1 1 -labeled Pittsburgh Compound B to image Brain Fibrillar |3-amyloid in 
adults with down syndrome: safety, acceptability, and feasibility. Arch Neurol. 2011; 68:890-896. 
[PubMed: 21403005] 

15. Sabbagh MN, Fleisher A, Chen K, Rogers J, Berk C, et al. Positron emission tomography and 
neuropathologic estimates of fibrillar amyloid-p in a patient with Down syndrome and Alzheimer 
disease. Arch Neurol. 2011; 68:1461-1466. [PubMed: 22084131] 

16. Vassar R, Kovacs DM, Yan R, Wong PC. The beta-secretase enzyme BACE in health and 
Alzheimer's disease: regulation, cell biology, function, and therapeutic potential. J Neurosci. 2009; 
29:12787-12794. [PubMed: 19828790] 

17. Cai H, Wang Y, McCarthy D, Wen H, Borchelt DR, et al. BACEl is the major beta-secretase for 
generation of Abeta peptides by neurons. Nat Neurosci. 2001; 4:233-234. [PubMed: 1 1224536] 

18. Luo Y, Bolon B, Kahn S, Bennett BD, Babu-Khan S, et al. Mice deficient in BACEl, the 
Alzheimer's beta-secretase, have normal phenotype and abolished beta-amyloid generation. Nat 
Neurosci. 2001;4:231-232. [PubMed: 11224535] 

19. Ohno M, Sametsky EA, Younkin LH, Oakley H, Younkin SG, et al. BACEl deficiency rescues 
memory deficits and cholinergic dysfunction in a mouse model of Alzheimer's disease. Neuron. 
2004;41:27-33. [PubMed: 14715132] 



J Alzheimers Dis Parkinsonism. Author manuscript; available in PMC 2014 April 27. 



DeCourt et al. 



Page 7 



20. Roberds SL, Anderson J, Basi G, Bienkowski MJ, Branstetter DG, et al. BACE knockout mice are 
healthy despite lacking the primary beta-secretase activity in brain: implications for Alzheimer's 
disease therapeutics. Hum Mol Genet. 2001; 10:1317-1324. [PubMed: 11406613] 

21. Rockenstein E, Mante M, Alford M, Adame A, Crews L, et al. High beta-secretase activity elicits 
neurodegeneration in transgenic mice despite reductions in amyloid-beta levels: implications for 
the treatment of Alzheimer disease. J Biol Chem. 2005; 280:32957-32967. [PubMed: 16027115] 

22. Li Y, Zhou W, Tong Y, He G, Song W. Control of APP processing and Abeta generation level by 
BACEl enzymatic activity and transcription. FASEB J. 2006; 20:285-292. [PubMed: 16449801] 

23. Zhao J, Fu Y, Yasvoina M, Shao P, Hitt B, et al. Beta-site amyloid precursor protein cleaving 
enzyme 1 levels become elevated in neurons around amyloid plaques: implications for 
Alzheimer's disease pathogenesis. J Neurosci. 2007; 27:3639-3649. [PubMed: 17409228] 

24. Ghosh AK, Brindisi M, Tang J. Developing p-secretase inhibitors for treatment of Alzheimer's 
disease. J Neurochem. 2012; 120:71-83. [PubMed: 22122681] 

25. Sun X, Tong Y, Qing H, Chen CH, Song W. Increased BACEl maturation contributes to the 
pathogenesis of Alzheimer's disease in Down syndrome. FASEB J. 2006; 20:1361-1368. 
[PubMed: 16816111] 

26. Miners JS, Morris S, Love S, Kehoe PG. Accumulation of insoluble amyloid-p in down's 
syndrome is associated with increased BACE-1 and neprilysin activities. J Alzheimers Dis. 201 1; 
23:101-108. [PubMed: 20930275] 

27. Barbiero L, Benussi L, Ghidoni R, Alberici A, Russo C, et al. BACE-2 is overexpressed in Down's 
syndrome. Exp Neurol. 2003; 182:335-345. [PubMed: 12895444] 

28. Webb RL, Murphy MP. p-Secretases, Alzheimer's Disease, and Down Syndrome. Curr Gerontol 
Geriatr Res. 2012; 2012:362839. [PubMed: 22481915] 

29. Lichtenthaler SF, Haass C, Steiner H. Regulated intramembrane proteolysis— lessons from amyloid 
precursor protein processing. J Neurochem. 201 1 ; 1 17:779-796. [PubMed: 21413990] 

30. Vingtdeux V, Marambaud P. Identification and biology of a-secretase. J Neurochem. 2012; 
120:34-45. [PubMed: 22121879] 

31. Wolfe MS. Structure, mechanism and inhibition of gamma- secretase and presenilin-like proteases. 
Biol Chem. 2010; 391:839-847. [PubMed: 20482315] 

32. Netzer WJ, Powell C, Nong Y, Blundell J, Wong L, et al. Lowering betaamyloid levels rescues 
learning and memory in a Down syndrome mouse model. PLoS One. 2010; 5:el0943. [PubMed: 
20532168] 

33. Kinoshita A, Fukumoto H, Shah T, Whelan CM, Irizarry MC, et al. Demonstration by FRET of 
BACE interaction with the amyloid precursor protein at the cell surface and in early endosomes. J 
Cell Sci. 2003; 116:3339-3346. [PubMed: 12829747] 

34. Yap CC, Winckler B. Harnessing the power of the endosome to regulate neural development. 
Neuron. 2012; 74:440-451. [PubMed: 22578496] 

35. Jiang Y, MuUaney KA, Peterhoff CM, Che S, Schmidt SD, et al. Alzheimer' s-related endosome 
dysfunction in Down syndrome is Abetaindependent but requires APP and is reversed by BACE- 1 
inhibition. Proc Natl Acad Sci USA. 2010; 107:1630-1635. [PubMed: 20080541] 

36. Choy RW, Cheng Z, Schekman R. Amyloid precursor protein (APP) traffics from the cell surface 
via endosomes for amyloid p (Ap) production in the trans-Golgi network. Proc Natl Acad Sci U S 
A. 2012; 109:E2077-2082. [PubMed: 22711829] 

37. Nixon RA. Endosome function and dysfunction in Alzheimer's disease and other 
neurodegenerative diseases. Neurobiol Aging. 2005; 26:373-382. [PubMed: 15639316] 

38. Cataldo AM, Peterhoff CM, Troncoso JC, Gomez-Isla T, Hyman BT, et al. Endocytic pathway 
abnormalities precede amyloid beta deposition in sporadic Alzheimer's disease and Down 
syndrome: differential effects of APOE genotype and presenilin mutations. Am J Pathol. 2000; 
157:277-286. [PubMed: 10880397] 

39. Cataldo A, Rebeck GW, Ghetri B, Hulette C, Lippa C, et al. Endocytic disturbances distinguish 
among subtypes of Alzheimer's disease and related disorders. Ann Neurol. 2001; 50:661-665. 
[PubMed: 11706973] 

40. Ng EL, Tang BL. Rab GTPases and their roles in brain neurons and glia. Brain Res Rev. 2008; 
58:236-246. [PubMed: 18485483] 

J Alzheimers Dis Parkinsonism. Author manuscript; available in PMC 2014 April 27. 



DeCourt et al. 



Page 8 



41. Ginsberg SD, Mufson EJ, Alldred MJ, Counts SE, Wuu J, et al. Upregulation of select rab 
GTPases in cholinergic basal forebrain neurons in mild cognitive impairment and Alzheimer's 
disease. J Chem Neuroanat. 201 1; 42:102-1 10. [PubMed: 21669283] 

42. Reiman EM, Langbaum JB, Fleisher AS, Caselli RJ, Chen K, et al. Alzheimer's Prevention 
Initiative: a plan to accelerate the evaluation of presymptomatic treatments. J Alzheimers Dis. 
2011; 26:321-329. [PubMed: 21971471] 

43. Reiman EM, Langbaum JB, Tariot PN. Alzheimer's prevention initiative: a proposal to evaluate 
presymptomatic treatments as quickly as possible. Biomark Med. 2010; 4:3-14. [PubMed: 
20383319] 



J Alzheimers Dis Parkinsonism. Author manuscript; available in PMC 2014 April 27. 



